Mycobacterium ulcerans is the causative agent of Buruli ulcer (BU). This nontuberculous 24 mycobacterial infection has been reported in over 33 countries worldwide. In Australia, the 25 majority of cases of BU have been recorded in coastal Victoria and the Mossman-Daintree 26 areas of north Queensland. Mosquitoes have been postulated as a vector of M. ulcerans in 27 Victoria, however the specific mode of transmission of this disease is still far from being well 28 understood. In the current study, we trapped and analysed 16,900 (allocated to 845 pools) 29 mosquitoes and 296 March flies from the endemic areas of north Queensland to examine for 30 the presence of M. ulcerans DNA by polymerase chain reaction. Seven of 845 pools of 31 mosquitoes were positive on screening using the IS2404 PCR target but only one pool was 32 positive for presence of M. ulcerans after confirmatory testing. None of the March fly samples 33 were positive for the presence of M. ulcerans. M. ulcerans was detected on proboscises of 34 deliberately exposed mosquitoes. 35 Author Summary: 36 The causative agent of Buruli ulcer is Mycobacterium ulcerans. This destructive skin disease 37 is characterized by extensive and painless necrosis of skin and underlying tissues usually on 38 extremities of body due to production of toxin named mycolactone. The disease is prevalent in 39 Africa and coastal Australia. The exact mode of transmission and potential environmental 40 reservoir for the pathogen still remain obscure. Aquatic and biting insects have been identified 41 as important niche in transmission and maintenance of pathogen in the environment. In this 42 study we screened mosquitoes and march flies captured from endemic areas of northern 43 Queensland for the presence of M. ulcerans. In addition, we conducted artificial blood feeding 44 experiment to identify the role of mosquitoes in transmission of this pathogen. We found one 45 pool of mosquito out of 845 pools positive for M. ulcerans and none of the March fly samples 3 46 were positive. This could indicate a low burden of the bacteria in the environment coinciding 47 with a comparatively low number of human cases of M. ulcerans infection seen during the 48 trapping period of the study. Evidence to support mechanical transmission via mosquito 49 proboscises was found. 50 51 52 53 54 55
67 ulcerans but could indicate potential to act as either biological or mechanical vector. A study 68 conducted by Marsollier and his colleagues provided evidence of the presence of M. ulcerans 69 in the salivary gland of wild caught Naucoridae (aquatic bug). They successfully isolated the 70 pathogen by culture from the salivary glands of aquatic bugs and suggested aquatic insects as 71 having an important ecological niche in the maintenance of the organism in the environment.
72 They were also able to demonstrate transmission to mice in a laboratory environment (6) . 177 ulcerans isolates were used. All four cages were exposed to blood for 2 hours. 
